INTRODUCTION AND OBJECTIVES: Biguanides were originally developed for the treatment of hyperglycemia and type 2 diabetes mellitus. Recently, the biguanides metformin and phenformin have been shown to exert potential anticancer effects in prostate cancer. We evaluated the anti-cancer efficacy and mechanism of IM176, a novel biguanide derivate drug on prostate cancer using prostate cancer cell lines and patient-derived castration-resistant prostate cancer cell lines.
METHODS: Cell viability assay, annexin V-FITC apoptosis detection, microscopy with immunofluorescence staining, real-time quantitative reverse transcription-polymerase chain reaction, and western blotting were conducted. Efficacy of IM176 was also evaluated using 2 cell lines derived from castration-resistant prostate cancer patient.
RESULTS: IM176 dose-dependently inhibited cell viability in all prostate cancer cell lines at lowest IC50 concentrations (LNCaP: 18.5mM, 22Rv1: 36.8 mM) compared to those of metformin, and phenformin. IM176-mediated AMPK activation caused mTOR inhibition, and a decrement in the phosphorylation of p70S6K1 and S6. IM176 inhibited the expression of AR, AR-splice variant 7 (AR-V7) and prostate-specific antigen in LNCaP and 22Rv1. IM176 induced apoptosis with increased levels of cleavage of caspase-3, and annexin V-positive / PI-positive, respectively. Moreover, IM176 inhibited cell viability at lowest IC50 concentrations in 2 cell lines derived from castration-resistant prostate cancer patient. We evaluate the relationship between AMPK-mTOR pathway and AR signaling pathway by blocking each pathway separately. After AR knockdown, phosphorylation of AMPK was significantly increased. However, AR and AR-V7 were not increased after treating AMPK inhibitor, Compound C.
CONCLUSIONS: IM176 showed comparable anti-tumor effects via AMPK-mTOR pathway and AR signaling pathway with the lowest IC50 compared to other biguanide derivative drugs in prostate cancer cell lines, including patient-derived castration resistant prostate cancer cell line and may be a novel anti-cancer drug for the treatment of prostate cancer. (CRPC) . The development of effective therapeutic strategies that can achieve improvement in patients with NEPC is urgently needed. In this study, we investigated NGS profiles in NEPC, CRPC or castration sensitive PC to identify candidate drugs with the potential to convert CRPC-NE properties into CRPC-adeno by in silico screenings RNA-seq data.
METHODS: We analyzed RNA-seq data of NEPC and CRPC, and compared using the Broad Institute's Connectivity Map (CMAP) to identify candidate drugs with the potential to revert tumors' NE properties. In drug screening system, we examined cell proliferation for these candidate drugs in human PCa cell lines of CSPC, CRPC, NEPC including LNCaP, C4-2, C4-2AT6, PC3, DU145, NCI-H660. The efficacy was determined in vitro and in vivo by cell viability assay, qPCR, Western Blot, Immunohistochemistry and xenograft tumor bering model.
RESULTS: In silico screening using RNA-seq data sets of NEPC and NCH-H660 allowed us to identify candidate 22 drugs for reprogramming NEPC-specific signatures into CRPC-adeno signatures. Among the listed drugs, we identified THM166 had significantly higher anti-tumor effect in NCI-H660 cells than other cell lines. In NCI-H660, the relative cell viability after treatment with 10 nM or 100 nM THM166 was 71.6 AE 1.2 % and 41.5 AE 0.9 %, respectively. On the other hand, THM166 did not have anti-tumor effect in other CRPC cell lines at the same dose, suggesting the specific selectivility of THM166 for NEPC cells. We investigated the expression of NEPC-related markers of Nmyc, synaptophigin and chromogranin in NCH-H660 cells by qPCR and Western blot (WB) analysis. qPCR and WB analysis revealed THM166 inhibited the expression of NEPC-related markers in a dose dependent manner. We examined the time course changes in NEPC tumor growth using NCI-H660 with THM166. In the controls, the ratio of tumor size on day 10 to day 1 was 192% (p<0.01). In contrast, the ratio of tumor size was 106% in the THM166 monotherapy groups(p<0.01). These results indicate that THM166 has a significant antitumor effect in NCI-H660 in vivo, as well as in vitro.
CONCLUSIONS: We identified a candidate drug: THM166 that can convert NEPC signature in CRPC one through reprograming the Nmyc related transdifferentiation. We propose THM166 as a potential drug for NEPC. . 199, No. 4S, Supplement, Sunday, May 20, 2018 THE JOURNAL OF UROLOGY â e853 prostate tumor micro-environment contribute to prostate cancer(PCa) progression, however, their effects on PCa chemo-sensitivity remained unclear. METHODS: CD4þT cell infiltration from post-chemotherapy paraffin embedded specimens was performed by IHC. CRPC cell lines-C4-2, CWR22RV1 and CD4(þ) T cell lines-HH and Molt-3 were used in vitro co-culture system. After 48 hours co-culture, the PCa cell chemo-sensitivity were detected by CCK8, Tunel and Western-blot. Various cell cytokine was determined by Cytokine arrays and QPCR.
RESULTS: We found more CD4þT cell infiltration in tumor area ( Figure 1A ) than in adjacent normal prostate ( Figure 1B ) in clinical samples. After co-culture with the CD4þT cells, C4-2 and 22Rv1 cells become more resistant to Doc treatment in a dose-dependent manner ranging from 1 nM to 8 nM (Figure 2A) . Tunel results indicated that CD4þT cells protect PCa cells from Doc-induced apoptosis ( Figure 2C) . Meanwhile, the level of cleaved PARP, another indicator for the apoptotic process were also decreased ( Figure 2B ). QPCR and Cytokine arrays indicates that after co-culture with PCa CD4þT cells could secrete a significantly higher CCL5 ( Figure 3A) . Moreover, CCL5 stimulation enhanced PCa resistance to docetaxel( Figure 3B ). Anti-ccl5 neutralization antibody could reverse co-culture PCa resistance to docetaxel.
CONCLUSIONS: CD4þT cells significantly attenuated prostate cancer chemo-sensitivity in vitro. Additionally, CCL5 secreted by CD4þT cells plays a key factor in chemo-therapy resistance.
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MP64-11 CHEMOPREVENTIVE AND CHEMOTHERAPEUTIC POTENTIALS OF LUTEOLIN VIA REGULATION OF OXIDATIVE STRESS IN CASTRATION-RESISTANT PROSTATE CANCER
Taku Naiki*, Aya Naiki-Ito, Toshiki Etani, Keitaro Iida, Ryosuke Ando, Takashi Nagai, Noriyasu Kawai, Satoru Takahashi, Takahiro Yasui, Nagoya, Japan INTRODUCTION AND OBJECTIVES: Identifying effective treatments for castration-resistant prostate cancer (CRPC) is important to prevent its persistent progression following androgen deprivation therapy. In a previous study, we showed that changes in the expression of genes concerned with oxidative stress regulation induced carcinogenesis and castration-resistant growth in prostate cancer. Herein, we investigated the chemotherapeutic potential of luteolin, an anti-oxidative flavonoid, on prostate cancer and CRPC.
METHODS: Male transgenic rats for adenocarcinoma of prostate (TRAP) were divided into three groups (n ¼ 12 in each group) and fed the following for 8 weeks: basal diet, diet containing 20 ppm luteolin, and diet containing 100 ppm luteolin. Prostate tissues were collected from each animal for histopathological, gene, and protein expression analysis. PCai cells established from the TRAP prostate tumor and 22Rv1 cells were subcutaneously implanted in castrated and non-castrated nude mice, and in vivo tumor growth was analyzed. Subsequently, the effect of luteolin on cell proliferation and apoptosis in PCai1 and 22Rv1 cells was analyzed.
RESULTS: Luteolin decreased the incidence of adenocarcinoma and suppressed its progression from PIN to adenocarcinoma in TRAP. An increased apoptosis index with activation of caspase-3 and 7 was observed with high grade-PIN in the luteolin-fed TRAP. Production of reactive oxygen species and mRNA expression of the oxidative stress defense genes Gpx2 and Ho-1 were reduced by luteolin. Furthermore, luteolin inhibited tumor growth in the xenograft model via apoptosis induction and Gpx2 down-regulation. Luteolin also suppressed PCai1 and 22Rv1 cell proliferation in a dose-dependent manner in vitro by caspase-3 and 7-dependent apoptosis.
CONCLUSIONS: Luteolin decreased cell proliferation in a dose-dependent manner, and induced apoptosis with caspase activation in both, PCai1 and 22Rv1 cells. Dietary luteolin also suppressed tumor growth by increasing apoptosis and inhibiting angiogenesis in the PCai1 xenograft model. These results suggest that luteolin is a potential therapeutic agent for CRPC.
